Online supplemental material S-Figure 1: PAK4 activity assay toward MBP. Flag-BAP (as control), Flag-PAK4-WT or Flag-PAK4-K350M were transiently transfected in COS-7 cells. PAK4 was immunoprecipitated (IP) by anti-Flag antibody from cell lysates and kinase activity was determined by an in vitro kinase assay using myelin basic protein (MBP) as substrate (top panel). Mid panel shows comassie blue gel staining of MBP loading and bottom panel shows lysate content of proteins detected by anti-FLAG mAb. S-Figure 2: Role of PAK4 in MCF-7 cell migration onto VN. MCF-7 cells transiently transfected with control EGFP or EGFP-PAK4-WT (A) or stable over-expression with control Flag-BAP or Flag-PAK4-WT (B) as indicated were analyzed for haptotactic cell migration towards VN. Mean values ± SEM are displayed. (C) MCF-7 cells were transfected with a non-targeting negative control siRNA and two different PAK4-siRNAs as described in Materials and methods. After 48 h, haptotactic cell migration towards VN was quantified for each of the siRNA. Left: the graph displays cell migration mean values relative to control ± SEM. Right: PAK4-siRNA-mediated knock-down determined by IB (upper panel), using tubulin as a loading control (lower panel). (D-F) Migration of MCF-7 cells stably expressing PAK4-shRNA. Cells stable expressing control shRNA or PAK4-shRNA was assessed for cell migration. (D) Left graph displays haptotactic cell migration towards VN. Mean ± SEM relative to control of three independent experiments. Right: PAK4 shRNA-mediated knockdown was determined by IB using actin as loading control (lower panel). (E) Rescue of PAK4 shRNA-reduced migration by over-expression of a shRNA-resistant EGFP-PAK4-AC285, 288GA
were repeated at least three times with similar results. P-values for statistically discernable differences compared to controls according to unpaired two-tailed t-test are indicated. Note that in S- Fig. 3 B, intermediate lanes have been removed. 
